Introduction
MS to identify interacting proteins (Fig. 2c,d ). In total, we identified 16 proteins that 175 were specifically immunoprecipitated with PfMT-A70 (Supplementary Table 3 ). Most 176 importantly, among those we find one (PF3D7_1230800) that is highly conserved 177 with eukaryotic orthologs of WTAP (Fig. 2d, Supplementary Fig. 2a ). The P.
178
falciparum ortholog similarly contains a WTAP/MUM2 domain and was thus named
179
PfWTAP. We also identified a second putative mRNA methyltransferase containing 180 an MT-A70 domain (PF3D7_1235500, named PfMT-A70.2) that shows high 181 sequence conservation with orthologs of the bilaterian METTL14 (Fig. 2d, 
182
Supplementary Fig. 2a ). All three P. falciparum orthologs reach peak transcription 183 levels between 12 and 24 hpi, shortly before maximal m 6 A/A ratios are reached ( the PfMT-A70 promoter, demonstrating the high specificity of the method (Fig. 3c ).
216
To assess the effect of CRISPRi on PfMT-A70 expression and m 6 A/A ratios 217 across the P. falciparum IDC, we harvested mRNA from tightly synchronized 218 parasites for both the gPfMT-A70 and gControl cell line at 12, 24, and 36 hpi. 
249
( Supplementary Fig. 3e ). In total, we identified 1,520 non-overlapping m 6 A peaks 250 across all time points, present in 1,043 distinct gene transcripts (Supplementary   251   Table 4 -6). The large majority of identified m 6 A peak summits in P. falciparum are
252
found within protein-coding sequences and in a region 200 nucleotides (nt) upstream
253
of the translation start site or downstream of the translation stop site (Fig. 4b) . Only 254 five m 6 A peaks were identified in intergenic regions and only one significant m 6 A 255 peak was found in an intron.
256
We searched for sequence motifs associated with methylation sites in the ± 257 100 nt surrounding the summit of the m 6 A peak and identified a single significantly Fig. 4b ).
311
We next compared translational efficiencies (TE) between m 6 A-methylated and Supplementary Fig. 1b,c) .
755
Purified P. falciparum RNA was hydrolyzed enzymatically as described with a 756 slightly modified protocol using the following components in the buffer mix [10 mM Table 1 ). For the collision-induced dissociation using the q-ToF, data 778 was acquired from 200-500 m/z with an acquisition rate of 5 spectra/s in MS mode
779
and from 50 to 500 m/z with an acquisition rate of 2 spectra/s in MS/MS mode.
781
Generation of tagged PfMT-A70 and PfYTH P. falciparum strains 3xFLAG-2xHA tag was synthesized by GenScript (Piscataway, USA) and PCR
786
amplified using primer pair MT-A70_HA-F/HA_R for PfMT-A70 and YTH1_HA-
787
F/HA_R for PfYTH (Supplementary Table 9 
841
as negative control, cultured in standard growth medium) were sorbitol-synchronized
842
After 36 hours, the parasites were harvested after Percoll (Sigma # P4937) 
854
(Sigma # I1149) and subjected to on-bead digestion using 50 μg of trypsin (Thermo Peptides were separated by reverse phase HPLC (Thermo Easy nLC1000) using a 860 precolumn (made in house, 6 cm of 10 µm C18) and a self-pack 5 µm tip analytical 861 column (12 cm of 5 µm C18, New Objective) over a 150 minute gradient before 862 nanoelectrospray using a Q-Exactive HF-X mass spectrometer (Thermo Scientific).
863
The mass spectrometer was operated in a data-dependent mode. 
876
An enzymatically inactive or 'dead' Cas9 protein (dCas9) was expressed from 877 the pUF-dCas9 plasmid, which is derived from the pUF-Cas9 plasmid backbone 878 described in 61 with the following modifications: the Cas9 was mutated at the RuvC
879
and HNH positions, as described in ref. 43 , and the 3xFLAG tag present at the N-
880
terminus of the Cas9 protein in pUF-Cas9 was removed and a 3xHA tag followed by 881 a glmS ribozyme was added to the C-terminus of the dCas9 protein in pUF-dCas9
882
( Supplementary Fig. 2b ). Candidate target sites for dCas9 had to be 1) specific, 2)
883
close to the transcription start site, and 3) on the non-template strand and were 884 identified using 'Protospacer' 64 .
885
The guide RNA targeting the PfMT-A70 promoter (gPfMT-A70)
886
(Supplementary Table 9 ) was synthesized by Eurofins Genomics (Ebersberg, 887 presence of 2.67 nM WR99210 (Jacobus Pharmaceuticals) and 1.5 μM DSM1.
897
Parasite cloning was performed by limiting dilution as described previously 61 .
899
Quantitative reverse-transcription PCR
900
Total RNA was extracted from gPfMT-A70 and gControl parasites collected at 901 12, 24, and 36 hpi, as described above. cDNA was generated using the Superscipt 
937
Triton X-100, 0.01% SDS, PI).
938
For each sample, 25 μL of Protein G magnetic beads (Thermo Fisher # 939 10004D) were used and pre-washed three times in 500 μL ChIP dilution buffer.
940
Beads were resuspended in 100 μL ChIP dilution buffer and incubated with 1 μg anti- 
945
Following immunoprecipitation, the beads were washed sequentially in 1 mL of low 
974
(gPfMT-A70). Total RNA from highly synchronous parasites was collected at 12, 24,
975
and 36 hpi as described above, followed by poly(A) RNA enrichment using the
976
Dynabeads mRNA purification kit (Thermo Fisher # 61006).
977 300-500 ng purified mRNA was fragmented for 15 min at 70°C to ~100 nt 978 using the NEBNext fragmentation module (NEB # E6150S) and purified using the 
1121
For visualization of changes in m 6 A enrichments (Fig. 5a) 
1139
For the comparison of transcript abundances (Fig. 5c, left 
1168
All heatmaps were visualized using the function heatmap2() in the R gplots 
